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CAS INDEXING IS AVAILABLE FOR THIS PATENT. 

AB Alloantigen is extracted from a cellular source, preferably blood cells, 
with a mild detergent, and partially purified by precipitation of 
potentially interfering components. The alloantigen preparation is then 
used in an assay to determine the presence and specificity of receptors 
specific for alloantigens . The detection of bound receptor is determined 
by ELISA or other suitable immunoassays. 

DETD Especially useful capture agents are antibodies against the 
alloantigen. Instead of whole or intact antibodies, one may 
use antibody fragments, e.g., Fab, F (ab 1 ) . sub. 2 , light or 
heavy chain fragments, etc. The use of affinity purified polyclonal 
antibodies or monoclonal antibodies is preferred. 

Immune molecules with alloantigen binding affinity such as CD4, CD8, and 
T cell receptors may also provide useful capture agents, 
either directly or through derivatives thereof. Lectins may be useful 
where the alloantigen. 
DETD . . . solid or porous and of any convenient shape. Examples of 
suitable insoluble supports to which the receptor is bound include 
beads, membranes and microtiter plates. These are 

typically made of glass, plastic (e.g. polystyrene), polysacharides , 
nylon or nitrocellulose. Microtiter plates are especially 
convenient because a large number of assays can be carried out 
simultaneously, using small amounts of reagents and samples. Where 
separations are made by magnetism, the support generally 
includes paramagnetic components, preferably surrounded by 
plastic . 

DETD Sample supernatants containing the solubilized alloantigen are then 

added to separately assayable supports (for example, separate wells of a 
microtiter plate) containing support -bound capture agent. In an 
example of HLA cross-match, an alloantigen sample from a prospective 
tissue donor is. 

DETD Particular receptors of interest are antibodies. The isotypes 

IgG and IgM will be found in blood, IgA may be detected in secreted 
fluids, e.g. saliva, etc. Other receptors which may be indicative of an 
immune response are T-cell receptors. Of particular interest 
are alloantibodies found in the serum of transplant or prospective 
transplant patients. The volume, composition and. 

DETD ... of non-specif ically bound proteins, essentially as described 

for prior washes. The presence of bound alloantigen-specif ic receptor is 

detected with a labeled reagent, particularly ant i -human 

antibodies, e.g. antisera. Examples of labels which 

permit direct measurement of receptor binding include 

radiolabels, such as .sup. 3 H or .sup. 125 I, fluorescers, dyes, 

beads, chemilumninescers, colloidal particles, and the 

like. Examples of labels which permit indirect measurement of 

binding include enzymes where the substrate may provide for a colored or 

fluorescent product. In a preferred embodiment, the labeled 

reagents are antibodies, preferably labeled with a 

covalently bound enzyme capable of providing a detectable product signal 
after addition of suitable substrate. Examples of suitable. 



enzymes for use in conjugates include horseradish peroxidase, alkaline 
•^•phosphatase, malate dehydrogenase and the like. Where not commercially 
available, such antibody-enzyme conjugates are readily 
produced by techniques known to those skilled in the art. 
DETD . . performed using a reagent which will bind to the bound 

alloantigen. A convenient positive control for detecting the presence of 

antibodies to HLA Class I antigens is provided by adding to 

bound alloantigen a known amount of an antibody which reacts 

with human p. sub. 2 -microglobulin, an invarient chain found with 

all HLA Class I proteins. The antibody may be directly 

conjugated to a label which allows for detection, or may be 

used in combination with second antibody, particularly the 

labeled detector reagent used in the test samples. The positive 

control should fall within a pre-determined range, based on what would. 

DETD . . . different concentrations from the same source. Thus, one can 

carry out a plurality of determinations at the same time. Alternatively, 

microtiter plates may be employed where the bottoms of the wells 

are porous to allow for filtration. The particular 

device which is employed will depend upon the number of samples 

to be determined, available equipment, and the like. 

DETD Nunc Maxisorb plates were coated with an ant i -HLA class I monoclonal 
antibody (anti-alph 3) . The coating solution was 10 ng/ml of 
F(ab) ".sub. 2 -TP25 in 0 . 1M Na Acetate. Each well was coated with. 

CLM What is claimed is: 

12. A kit for use in a method for detecting the presence of at 

least one receptor analyte specific for an HLA antigen in a biological 
sample, said kit comprising: a solid support coated with a 
capture agent capable of specifically binding to a conserved region of a 
subset . 

13. A kit according to claim 12, wherein said capture agent is 
antibody directed to the a3 domain of HLA Class I heavy. 
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